prior to each test the pH of the media was checked using a calibrated pH meter, to 95 ensure it was within the pH range 7.2-7.4, and media found to be outside this range 96 were discarded. 97
Bacterial isolates were retrieved from storage and sub-cultured onto Columbia 98 sheep blood agar, incubated overnight at 35±1°C and checked visually for 99 morphology and purity. Fastidious species, retrieved from storage, were sub-cultured 100
Page 5 of 14 Mycoplasma isolates (stored at -70°C) were used to initiate further cultures 118 which were vortexed after a one in ten dilution, and then further diluted to 10 -5 and 119 inoculated onto plates to allow estimation of the number of colony forming units (cfu) 120 in the broth culture. Mycoplasma suspensions for MIC determination in the range 10 3 -121 10 5 cfu/mL were prepared in fresh media at pH 7.5. Titres were determined by adding 122 0.1 mL of suspension to 0.1 mL volumes of medium, and inoculating the mixture onto 123 agar media. After 7 days incubation to allow for development of all colonies present, 124 the number of colonies were counted. 125
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The susceptibility of mycoplasmal isolates was determined using a 126 modification of the method described by Tanner and Wu (1992) inhibitor. Dilutions of mycoplasma broth culture were prepared in fresh media, prior 133 to incubation at 36±1°C. Stock drug solutions were prepared fresh as described above. 134
Each microtitre plate contained wells with uninoculated medium, medium at pH 6.8 135 (to provide an end-point control) and inoculated medium alone as challenge controls. 136
Plates were sealed with Falcon ® (Becton Dickinson, 1 Becton Drive, Franklin Lakes, 137
New Jersey 07417, USA) sealing strips, prior to incubation at 36±1°C. Growth was 138 apparent as a pH dependent colour change in wells where growth was evident, caused 139 by a growth-induced pH shift in the medium (changing from red to orange/yellow for 140 glucose fermenters). Plates were inspected at the start, middle and end of each day 141 until a colour change in the drug-free challenge control well was equal to or exceeded 142 that for the end-point control well (pH 6.8) at which time the tests were then read. 143
When end-points were not achieved or if the mycoplasma inocula fell outside the 144 range 10 3 -10 5 cfu/mL the tests were repeated. The test system was validated and 145 routinely monitored by concurrently testing M. bovis reference strain NC10131 and 146 M. hyopneumoniae reference strain NC10110 with each set of susceptibility tests. 147
The MIC for any particular isolate was defined as the lowest concentration of 148 tulathromycin to completely inhibit visible growth. The MIC 50 and MIC 90 values werePage 7 of 14 A c c e p t e d M a n u s c r i p t between the two periods surveyed. Neither was it possible to obtain isolates from the 195 same farms or indeed in many instances the same countries. However, bias was 196 reduced by not using data solely from herds where the product was known to either 197 have been used or not to have been used. The only stipulation was that the isolate hadM a n u s c r i p t 
